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Dendra2-GREEN fluorescent protein in antigen-specific CD4 T cells (OTII-Dendra2). (c) OTII-Dendra2 cells were injected i.v. into C57BL/6 recipients one day prior to s.c. immunization with LPS-matured OVA-loaded DCs into the right foot pad. At day 5, fur from the right popliteal fossa was removed and the skin area above the right pop LN was exposed to UV-light for 90 sec. converting the green fluorescent protein Dendra2 (D2-GREEN) into a red fluorescent protein (D2-RED). LNs were analyzed for D2-GREEN and D2-RED fluorescence on day 6. (d) Schematic drawing of lymph flow from the 1° popliteal LNs to downstream 2° para-aortic and 3° renal LNs. The photo-converted right popLN is depicted in red. Please note that the left renal lymph node is not present in every mouse. Figure 7 . Pertussis toxin treatment inhibits CCL21-induced Ca 2+ influx in activated CD4 T cells for more than 20 hr. (a) Retroviral vector used to transduce cells with GCaMP6s and the reporter gene dTomato. (b) Activated CD4 + T cells transduced with a retrovirus expressing the calcium sensor GCaMP6s were treated with 100 ng/ml of PTX at 37°C for 2hr or left untreated (-PTX). After washing GCaMP6s intensity was measured immediately (Upper) or at indicated time-points after PTX treatment (Lower) by flow cytometry. After 45s to establish a baseline, cells were treated with 500 ng/ml CCL21 and signals were recorded for additional 3 minutes 15 seconds, when 1 µg/ml of ionomycin was added and signals were recorded for additional 1 min. Data are the representative of 2 independent experiments. Martens et al.
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10 _____________________________________________________________________________________ Supplementary Figure 8 . Chemokine dependent entry of lymph-derived activated CD4 T cells into inflamed LNs. 3 days after subcutaneous MVA infection, activated wild-type and Ccr7 -/-(a); PBS-treated Ccr7 -/and PTX-treated Ccr7 -/-(b) and wild-type and Ccr8 -/-(c) CD4 + T cells (8 x 10 5 total cells; 1:1 mixture) were adoptively transferred by i.l. injection into popliteal LNs. Left, total Martens et al.
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Information 11 _____________________________________________________________________________________ cell counts; dots represent cell number per LN section; numbers above indicate percentage of change compared to control population; (parench, parenchyma; sin. sys., sinus system); ns, not significant; Wilcoxon signed rank test *, p < 0.05; ***, p < 0.001. Right, migration distance from the SCS; dots represent the shortest distance of each cell to the SCS; red bars, median. Data are representative of 3 independent experiments with a total of 15 LNs (a) or 2 independent experiments with a total of 12 LNs (b, c).
